INTRODUCTION
Graft versus host disease (GVHD) is an important clinical complication after hematopoietic stem cell transplantation that can occur acutely within 100 days after bone marrow transplantation, or later as chronic GVHD. Acute GVHD generally affects the skin, liver, and intestinal tract, whereas in its chronic form, the disease can extend to the lung, eyes, and mucous membranes (1) . GVHD initially develops because donor T-cells firstly recognize host alloantigens and become activated. Among the cells involved in GVHD, T helper 1 (Th1) cells are considered the main triggers of the process. These are interferon gamma (IFNg)-secreting cells that express the T-box transcription factor (T-bet). However, experimental models of GVHD have shown that elimination of Th1 cell activity does not suppress the development of the disease. The description of the cytokine interleukin 17 in 1995 and the subsequent recognition of IL-17-secreting Th cells as a distinct subset named Th17, prompted the investigation of several diseases whose immunopathology could not be totally or partially ascribed to Th1 cells. It was soon determined that IL-17 participated in the process of acute rejection of organ transplantation (2, 3) .
Thus, the investigation of Th17 cells and IL-17 became especially important concerning GVHD.
In 1995, Yao et al. first described human IL-17, which is mainly produced by activated Th CD4+ cells. It stimulates the secretion of interleukin 6 (IL-6) and interleukin 8 (IL-8) by human fibroblasts and enhances the expression of the intercellular adhesion molecule 1 (ICAM-1) (3) . Subsequently, mouse and human IL-17 receptors (IL-17RA) have been cloned; IL-17RA is considered the receptor for IL-17 and is highly expressed and distinct compared to other cytokine receptors (4, 5) . The IL-17 family includes seven me mbers (IL-17 or IL-17A, IL-17B, IL-17C, IL-17D, IL-17E or IL-25, IL-17F, and the viral homologue vIL-17 or ORF13), and nowadays as many as five different receptors have been described (6) . Several reports have proposed that IL-17A has a role in the protection against extracellular bacteria and fungi because of its ability to recruit neutrophils to infected areas. However, it soon became evi dent that IL-17 participates in the pathology of several autoimmune models of disease, such as experimental autoimmune encephalomyelitis (EAE) and arthritis (7) (8) (9) (10) . Nevertheless, the major revolution in IL-17 research occurred in 2000 when Infante-Duarte et al. proposed that IL-17 should not be classified as a Th1 or Th2-derived cytokine, but as a novel T-cell lineage producing IL-17A, as is proposed in figure 1 . This concept modified the established Th1-Th2 paradigm leading to the definition of the new Th17 cell subset, and offered new perspectives to the study of several immunological diseases and mechanisms of T-cell regulation. The Th17 cell subset comprises IL-17-secreting cells that express the transcription factor RAR-related orphan receptor gamma (RORgt) (11, 12) . Therefore, presently, four basic subsets of differentiated Th cells are recognized, each secreting distinct signature cytokines and expressing characteristic transcription factors, as is summarized in figure 1 .
Interleukin-17 and Th17 were first implicated in GVHD physiopathology in 2007 (2) . This review includes the indexed publications that refer to the relationship of GVHD with Th17 since their first appearance in scientific literature.
OBJECTIVE
To report the evidence of Th17 and/or IL-17 involvement in the physiopathology of graft versus host disease.
METHODS
This study is a descriptive exploratory narrative review of literature.
Literature search strategies were developed using the medical subject titles "Th17 cells" and "graft versus host disease" and all MeSH correlated terms as described on chart 1. Thus, these terms were used to correlate Th17 with GVHD.
The database was consulted during May 2012 at Medline using the National Center for Biotechnology Information (NCBI) PubMed interface.
We found scientific studies published from 2007 to 2012. This search retrieved 47 articles, and 19 were omitted according to the exclusion criteria shown on chart 2. We found 28 relevant articles. Tbet for Th1,  RORgt for Th17, GATA3 for Th2, and FOX P3 for Treg) and the synthesis of their so-called signature cytokines. Adapted from Teshima, 2011 (33) 
Not related to the GVHD topic

RESULTS
Twenty-eight articles on IL-17 related to GVHD were found in our search and chart 3 summarizes each article database, authors, publication year, study type, main theme, and country of origin. Among these articles, 19 were original research reports carried out in animal models, 4 were clinical studies and 5 were reviews.
The nineteen articles on experimental GVHD reviewed here did not show uniform results, mainly because of different experimental protocols used to investigate the relationship between Th17 and GVHD. Other reasons that explain discrepancies among the several studies are related to the animal models used, to the inactivation of different genes (knockouts), or to differences in the pre-grafting conditioning regimens. Some of the selected articles made major contributions to the field. For instance, Chen et al., 2007, first discussed the imbalance between pro-inflammatory and regulatory cell populations and their respective phenotype in the development of GVHD. Also of note, Carlson et al., in 2008 , obtained the in vitro differentiation of Th17 cells, and by infusing these cells into the animals, were able to demonstrate that GVHD developed independently of IFNg. In addition to these, there are several other articles that will be discussed in detail in the next section.
The four clinical studies described and established correlations between Th17 and IL-17 in human GVHD. Some indirect evidence, such as the correlation between Th17/Treg ratios and disease scores, as well as the association between the number of infused Th17 cells and GVHD occurrence are very important in the clinical setting. The few clinical studies reported on this subject are, of course, justified by the inherent limitations in obtaining adequate samples from the patients and the severity of their disease.
The five reviews on the subject summarize the existing research and critically analyze the results by pointing out the consensus as well as the yet unclear aspects. figure 2 . By using purified Th17 cells differentiated from wild-type mice or from mice deprived of the IFNg genes (IFNg-/-), the authors showed that Th17 cells can mediate lethal GVHD regardless of IFNg-production. These cells triggered severe pulmonary and cutaneous manifestations in mice (17) . The Th17 competence in inducing GVHD was further confirmed by Iclozan et al., 2010. Furthermore, in the latter study, Th17 cells were identified as more potent than Th1 cells, since small numbers of Th17 cells aggravated the lethality of GVHD in several allogeneic recipients, which demonstrates the pathogenic potential of the Th17 subset (21) . In contrast, also in 2008, Yi et al. showed that the transfer of IL-17-/-donor T-cells to recipient mice exacerbates acute GVHD; worsening of the disease was associated with the expansion of Th1 differentiation and IFNg production. It was also observed that IL-17 added at low doses to IL-17-/-donor cells reduced the frequency of IFNg-producing cells, resulting in mitigated acute GVHD (15) . In contrast to the preceding articles, this one showed that Th17 cells or IL-17 absence leads to Th1 increase and GVHD exacerbation, and the administration of IL-17 can mitigate GVHD.
In sequence, Kappel et al., 2009 (16) , demonstrated that donor-derived CD4T-cells after transplantation can produce IL-17 and IFNg, suggesting that these cytokines are not mutually exclusive and that a single cell is able to produce both of them. They also showed that IL-17 favors GVHD development when purified CD4 T-cells are transferred to allogeneic recipients; however IL-17 is not needed for GVHD development when whole T-cells are transferred to the mice. This article is in accordance with Yi et al. when they state that GVHD can occur in the absence of IL-17, but differs regarding the IL-17 contribution to GVHD, showing that IL-17 favors GVHD instead of protecting against it. However, different experimental protocols used by the authors (for instance, diverse conditioning regimens used before transplantation, and the cell populations used) may have contributed to some of the contrasting results (15, 16) . The proposal by Yu et al., 2011 , is that naive Th cells can differentiate into Th1 and Th17 and mediate GVHD after adoptive transfer into the allogeneic host. In their experiments they used as donor cells T-cells from mice that had disruptions of both T-bet and RORγt transcription factors, that is, the donor cells were incapable of differentiating into Th1 and Th17 cells. Differentiation occurred instead to Th2 and to T-cells with regulatory phenotypes, resulting in amelioration of established GVHD. They also observed a preserved graft versus leukemia (GVL) condition, which is a response against the original disease, usually leukemia cells (32) . An important practical point was raised by Teshima et al., 2011, who made a reference to the paper by Yu et al., 2011, whose results demonstrate that disruption of Tbet and RORγt is beneficial for GVHD without (12) affecting GVL. The question is whether abrogation of Th1/Th17 function, should it be considered as a therapeutic approach, would affect the resistance to opportunistic infections, a recognized major problem after transplantation (34) . In general, all the abovementioned articles, with the exception of that by Yi et al. (15) , showed that Th17 cells or IL-17 participate in either triggering or aggravating GVHD.
(B) Th17/IL-17 in GVHD pathology of selected organs
Because GVHD can affect different organs, several investigators have focused on the role of Th17 in organ-specific manifestations of the disease. This topic includes several articles. Mauermann et al., 2008 , report that the transfer of semi-allogeneic bone marrow in combination with a population of CD4+ T-cells lacking IFNg or T-bet exacerbated the lung inflammation in recipient mice. In contrast, wild-type donor CD4+ T-cells mediated minimal inflammation, and CD8+ T-cells played a minor role in idiopathic pneumonia syndrome (IPS) development. Furthermore, absence of IFNg or of IFNg signaling in the recipients' pulmonary parenchymal cells promoted expansion of IL-17A-producing cells, thus increasing the severity of lung disease. In contrast, IL-17A depletion reduced the disease severity. Perhaps, as discussed by this article, the presence of IL-17A in the lungs promotes neutrophil and macrophage recruitment, aggravating the disease scenario (14) . Relative to organ specificity, a few months later, in 2009, Yi et al. published a new article (18) in which they reported the pathogenesis of GVHD affecting specific organs for the activation of specific Th cell subsets. Th1 were found to be involved in gut and liver damage, whereas the absence of IFNg enhanced lung and skin tissue damage related to Th2 and Th17 cell populations. The authors reported a correlation between Th17 and skin damage, sustaining that Th17 cells are important mediators of skin GVHD because of IL-17 activation of STAT3 in keratinocytes, resulting in epidermal hyperplasia. However they did not observe a significant involvement of Th17 with lung damage as had been reported by Mauerman et al. in their previous article. Yet, Yi et al. consider that Th17 can play a minor role in the pathogenesis of idiopathic pneumonia (18) . In a prior study (25) done before the structure of IL-23 was determined, Brandon et al. reported the inhibition of Th1 in the murine syngeneic GVHD model by the neutralization of the p40 chain of cytokine IL-12. However, now it is known that IL-23 shares the subunit p40 with IL-12. Thus, it is unclear whether therapy with IL-12p40 has blocked Th1 or Th17 development, or both. Therefore, Brandon et al., 2010, reported a study designed to investigate Th17 involvement in syngeneic GVHD-associated colitis (sGVHD). Their experiments demonstrated a significant increase in the number of Th17 cells in sGVHD animals, but the disease score was not modified by administration of anti-IL-17A monoclonal antibodies, leading to the conclusion that IL-12p40 had acted on Th1 instead of Th17 in the previous study, but not excluding a role for Th17/IL-17 in sGVHD (25) . Another approach to test whether pulmonary GVHD can develop in the absence of Th1 cells used T-bet-deficient mice as cell donors in GVHD models. They concluded that pulmonary GVHD development occurs without Th1 cells, and that the absence of T-bet leads to increased production of both Th17 and Th2-type cytokines; the observed lung fibrosis is enhanced by LPS exposure. In addition, LPS-exposed Allo-T-bet(-/-) mice had increased numbers of Th17 cells as well as increased pulmonary IL-17 and IL-13 levels, followed by a reduction in the number of regulatory T-cells (37) . Nishimori et al., 2012, investigated Th subsets in chronic GVHD and found up-regulation of Th1, Th2, and Th17 responses. Th1 and Th2 responses were up-regulated first, followed by Th17 cells. Lungs and liver from allogeneic recipients were infiltrated by significantly larger numbers of Th17 cells as compared with the same organs of syngeneic recipients. Reduction of chronic GVHD was seen upon treatment of the mice with AM80, a retinoid that regulates RAR and IL-6, down-regulating both Th1 and Th17. Therefore, in this chronic GVHD model, both these populations and possibly Th2 participate as effector cells, albeit at different time points in the course of the pathogenesis process (38) .
(C) The balance between T regulatory cells and Th1/ Th17 cells in murine models of GVHD Chen et al., 2007 , demonstrated that the autoimmunelike disease that develops as GVHD is attributed to donor-derived CD4 T-cells with Th1 and Th17 cytokine phenotypes. This study importantly describes the unbalanced loss of CD4+ CD25+ Foxp3+ cells, known as T regulatory phenotype cells (Treg), associated with the reciprocal increased secretion of pro-inflammatory cytokines by Th1 and Th17 cells, thus leading to pathological tissue damage in GVHD. This study confirms Th1 and Th17 cells as important to GVHD development, and reinforces the role of Tregs as negative regulators of this disease. In fact Tregs transferred to animals primed to develop GVHD were able to prevent the disease (13) . Engelhardt and Crowe (2010) suggest in their review that Tregs and Th17 cells (but not Th1 cells) are the main T-cell subsets involved in acute GVHD. They hypothesize that both subsets are mutually regulated through retinoic acid, IL-6, and by dendritic cells. Another aspect of the physiology of those T-cell subsets is their homing to lymph node, skin, or gut that is under tight regulation (26) . An excellent review was published by Teshima et al., 2011 . They summarize the findings relative to GVHD and Th17 and Treg functions. Based on the accumulated data from experimental and clinical studies, the authors suggest novel future strategies for preventing and treating GVHD, such as Treg cell therapy (33) . Improvement of murine GVHD after adoptive transfer of T human cord blood-expanded Tregs was described by Yang et al., 2012 . Their interpretation is similar to that with the Treg/Th17 balance observed previously in the mouse model; the increase in Treg numbers was accompanied by a decrease in Th17 cells. However, the suppressor activity of in vitro expanded Tregs and their efficacy in acute GVHD prevention are still poorly understood (36) . Pan et al., 2012, reported findings that also confirmed that an altered balance between Th17 cells and Tregs contributes to several kinds of inflammatory diseases, including acute GVHD (39) .
(D) Role of other cytokines in the Th17 pathway
Interleukin-21 (IL-21) favors Th1 and Th17 differentiation while inhibiting induced regulatory T-cell (iTregs) differentiation. Bucher et al., 2009 , demonstrated the IL-21 role in GVHD. Since then, donor T-cell IL-21 production and its IL-21R signaling have been essential for GVHD-induced gastrointestinal tract injury and lethality. IL-21/IL-21R signaling blockage was associated with a decrease in IFNg-secreting T-cells infiltrating the colon lamina propria, and the consequently diminished disease score. These study data demonstrate that blockade of IL-21 signaling increases iTregs differentiation in vivo, but does not abrogate the graft versus leukemia (GVL) effect. In addition, they also demonstrated that IL-21 signaling blockage did not affect production of perforin or granzymes, and had no direct effect on CD8 T-cells (19) . IL-23 present heterodimers that share a p40 dimer, but differ by IL-12p35 and IL-23p19. The role of IL-23 to maintain Th17 cells has been shown to be related to its unique dimer p19, and not to the p40 dimer. Thompson et al., 2010 , using an allogeneic model of donor p19-/-mouse, have demonstrated that p19 deficiency in allogeneic donor transplantation reduces acute GVHD severity, but increases IL-17 mRNA and serum levels. These results were discussed by the authors, suggesting the effect of p19-/-may be related to interleukin 22 (IL-22), which is another cytokine produced by Th17 cells (20) . Hanash et al., 2011 , demonstrated in a murine model of bone marrow transplantation, that IL-21R knockout donor T-cells mediate decreased systemic and gastrointestinal GVHD in transplant recipients. This reduction in GVHD was associated with expansion of donor Treg cells and with tissue-specific modulation of Th cell function (35) . IL-6 signaling blockade by anti-IL-6 receptor monoclonal antibody administration remarkably inhibited lethal GVHD as was demonstrated by Noguchi et al., in 2011. They observed that anti-IL-6R mAb administration did not impair Th1 cells, but cells that simultaneously secrete INFg, IL-17, and tumor necrosis factor alpha (TNF-α). They also report the increased number of Treg cells in the spleen of treated mice (31) .
(E) Th17 signal transduction role in a murine model of GVHD
To study chronic sclerodermatous GVHD development in animal models, Radojcic et al., 2010, used STAT3 knockout mice to abrogate its signaling. They found that STAT3 absence restricts alloreactive T-cell proliferation and expansion in vivo. Although STAT3 abrogation did not impair naive T-cell differentiation into Th1, it promoted natural and induced Treg reconstitution (22) . Sequential activation of signaling pathways during GVHD is the main subject of the article by Ma et al., 2011, which analyzed early STAT1 and STAT3 activation supported by the fact that early STAT3 activation in splenic T-cells is accompanied by IL-17 systemic secretion in GVHD animals. They found that pSTAT1 is upregulated in the early stages of GVHD, not only in spleen cells/lymphocytes but also in the liver and colon; while pSTAT3 is upregulated in early stages and persists during GVHD development. However, further studies will be necessary to functionally dissect the role of STAT1 and STAT3 and their crosstalk during GVHD (30) .
(F) Clinical studies relating Th17 and human GVHD Dlubek et al., 2010 , investigated IL-17-producing cell presence among peripheral blood mononuclear cells (PBMC) from patients after hematopoietic stem cell transplantation (HSCT). All patients presented with an increased number of IL-17-producing cells during hematopoietic reconstitution compared to healthy individuals. However, eight patients developed acute GVHD, displaying lower proportions of IL-17-producing CD4 cells on the day of acute GVHD compared to initial measurements. The author proposes as explanation that these IL-17-producing cells might have migrated to the affected tissues during clinical GVHD manifestations. In this study, however there is no evidence of IL-17 cell presence at the tissue site (23) . In addition, Broady et al., 2010, studied blood and skin from patients with acute GVHD. Even though they found increased IL-17 cells during immune reconstitution, these cells disappeared from circulation in patients with acute GVHD. Nevertheless, the Th17 cells did not migrate to the skin, since they were not increased at GVHD skin sites compared to healthy controls. In contrast, there were significantly more IFNg-producing T-cells at these skin sites compared to the controls. These data support the long-standing paradigm that tissue IFNg-producing cells are the main perpetrators of acute GVHD. However, they only investigated the patients' skin, but did not examine other tissues for the presence of Th17 cells (24) . The study by Ratajczak et al., 2011, comprises 96 biopsies in GVHD patients. They explored patients with gastrointestinal and skin GVHD, and the Th17/Treg ratio correlated with both clinical diagnosis and disease severity as assessed by pathologic grade. They concluded that Th17 in gastrointestinal and skin GVHD was not associated with severe tissue damage, but that the Th17/Treg ratio quantification in situ was a specific marker of human GVHD. The authors also reported the study limitations, inherent to studies in humans. They had only one time point biopsy from each patient, and it cannot exclude Th17 presence at the beginning of clinical GVHD manifestations (28) . Allografts from forty-one patients were analyzed for IL-17-producing T-cells in acute GVHD onset by Zhao et al., 2011 . This group investigated patients who had undergone granulocyte colony-stimulating factor (G-CSF)-mobilized peripheral blood progenitor cells and G-CSF-primed bone marrow transplantation. The results indicate that patients who received higher doses of Th17 cells, G-CSF-primed bone marrow, or a higher dose of Tc17 cells in mobilized peripheral blood progenitor cells exhibited a higher incidence of acute GVHD (29) . Serody and Hill, 2012 , conclude in their review that although little is known of IL-17A contribution to GVHD, IL-17A generation is augmented by the use of G-CSF-mobilized grafts, and that this is correlated with disease incidence (40) . Finally, in reviewing literature Paczesny et al., 2010, bring to light the inevitability of robust computational development and mathematical tools to set all emerging experimental data into a multistage model that links intracellular molecular interactions with intercellular behavior to target organ systems (27) .
CONCLUSIONS
Even with controversies, there is evidence in the experimental and clinical studies reviewed here that Th17 is implicated in acute and chronic GVHD physiopathology. Notwithstanding, the detailed Th17 contribution to GVHD or to the Th17/Treg ratio was not totally revealed by these several studies. These questions should be further investigated, which may contribute to the development of new therapies in this field.
